A new specific assay for urinary creatinine is described. The procedure is based on the separationof creatinine from other urinary components by Sephadexgel filtration, and subsequentmeasurementof the compoundat 235 nm against a phosphatebuffer blank. No interference by other substances has been encountered. The standard deviations in a series of assaysusing standard solutions are less than 2%, and the recovery of added known amounts of creatinine from urine is excellent. The method has been found satisfactory for simultaneousdetermination of creatinine and hippuric acid in urine.
FOR CREATININE ASSAY lf biologic fluids numerous methods have been proposed (1-8).
The Jaff#{233} reaction is widely used in routine analysis owing to its simplicity and to the stability of the color formed. It is well knowii, however, that other substances besides creatinine, present in variable amounts, will contribute to the color formation (9-il).
The poor specificity of the Jaff#{233} reaction prompted numerous investigators to attempt to improve the assay by removing these chromogens prior to the color reaction (12) (13) (14) (15) (16) (17) (18) (19) (20) (21) 
Procedure
On the Sephadex column (45 cm X 1 cm) was placed 1 ml of 1 :10 diluted clear urine for elution with phosphate buffer (0.1 XI, pH 7.0 ± 0.2). The first 23 ml of eluate was discarded, and then a 10 ml eluate in 1 ml aliquots was collected. Each aliquot was diluted to 5 ml with the buffer,and the absorbance measured at 235 urn against the buffer blank. A calibrationcurve was established by means of standard solutions of creatinine. The curve was used for quantitation of urinary findings.
Results and Discussion
In order to determine the elution pattern in our preliminary experiments, standard solutions of amino acids (glycine, L-cystine, L-asparagine), creatinine, sodium hippurate, sodium benzoate, uric acid, phenol, oxalic acid, glucuronic acid y-lactone (0.2 mg/ml each), and urea (1 mg/rnl) were applied to the column and eluted with phosphate buffer. The eluate was collected in 1 ml aliquots; each aliquot was diluted to 5 ml with the buffer, and the absorbance was measured at 232 urn against the buffer blank. The Curve A in Fig 1 represents a typical elution pattern of a mixture of these standard solutions.
It was found that amino acids, creatinine, hippuric acid, benzoic acid, and uric acid passed through the column and were clearly separated; but urea, glucuronic acid,oxahic acid,and phenol did not show any absorbance in the 90 ml of eluate collected.
After determining the elution pattern, 1 ml of 1 :5 diluted urine was placed on the column and eluted as above. In the 90 ml of urine eluate collected, four separate peaks corresponding to amino acids, creatinine,hippuric acid, and uric acid were found (Curve B , Fig 1) . This clearly shows that creatinine is separated from other urinary constituents. 
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In further studies tile specificity of the niethod was tested. The spectral absorbance curves of all eluate fractions were compared with the absorbance curve of pure creatinine. In all eluate portions containing creatinine, only one peak corresponding to the spectrum of pure creati- The precision of the method was determined by passing known concentrations of creatinine solution through the column. The data in Table 1 demonstrate that the standard deviations are less than 2% of each set of five experiments. The recovery studies of various amounts of creatinineadded to urine show a range of 94-102% (Table 2) .
In order to compare the new method for creatinine with a standard method, a number of urine samples were also analyzed by an AutoAnalyzer method (22). The results in Table 3 indicate that, in general, 
